Plasma and tissues were corrected from adult wild-type mice and ENPP6 KO mice.
Then choline-containing compounds in plasma (A), liver (B) and brain (C) were extracted and determined using LC-MS/MS. (A) Stability of α-GPC and β-GPC in isolated whole blood. D-α-GPC and D-β-GPC were mixed with whole mouse blood isolated from wild-type or ENPP6 KO mice, and time-dependent degradation of both GPCs and production of D-choline were determined by LC-MS/MS. The analysis revealed that β-GPC is much more stable than α-GPC at least in whole blood, and indicated the presence of an ENPP6-independent degradation pathway of α-GPC. Tyr188 Tyr188 Tyr157 Tyr157
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SUPPLEMENTAL EXPERIMENTAL PROCEDURES
Generation of ENPP6 knockout mice
Targeting vector was created by inserting 7.5 kb of 5' homologous region and 1.2-kb of 3' homologous region into PGKneolox2DTA vector. The targeting vector was introduced into 129/SvE ES cells by electroporation. Among four G418-resistant ES clones confirmed for targeted homologous recombination by Southern blot analysis, two independent clones were used for blastocyst injection. Heterozygous (ENPP6 +/-) mice were derived from subsequent germline transmission of chimeric male mice.
Heterozygous mice were backcrossed to C57BL6/J mice (CLEA Japan) 8 times.
Homozygous (ENPP6 -/-) mice were obtained from intercross of heterozygotes. In all experiment using homozygous mice, littermates were used for control.
Monoclonal antibody to mouse ENPP6
cDNA for the extracellular domain of mouse ENPP6 (residues 23-419) was amplified by PCR using mouse kidney cDNA as a template DNA and two oligonucleotide primers, Medium were prepared by removing components with low molecular weight (<10 kDa) using centrifugal filter units (Amicon Ultra, Millipore, Billerica, MA).
Quantification of choline containing compounds and phospholipids by LC-MS/MS
Our liquid chromatography-mass spectroscopy (LC-MS/MS) system consisted of a NANOSPACE SI-2 HPLC (Shiseido Co., Ltd., Tokyo, Japan) and a TSQ Quantum Optical rotations were measured on a Horiba SEPA-300 high sensitive polarimeter.
L-α-Glycerophosphocholine-D 9
23
A 30-ml round-bottomed flask equipped with a magnetic stirring bar and straight inlet adapter with a side arm three-way stopcock was charged with POCl 3 (0.126 ml, 
1,3-B 2-glycerophosphocholine-D 9
